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©4) [awo**] 'j7^^A«fflpCRttcj:5Hcvjie^<oais*»3eritic-tncffiv»6ns^?'i , T-R 

(57) 

CHS] HCVOKSig. jE?1, *o@g£8Bfc2;tf> 
JUS. 

it£«>a£Eai*>3 $ 1 5 

U 3 7iSS*><c>JSSE?!l$-WtS5r U ^7 ? FT' 

^M-f-KT**. flPBtt*lIiPCR£(cj:«HCVafi 
KMimo 1 5&»L4 1 S£*»<jj££ffi 

ztih. mKj«aiPCR&(cj:*Hcvae^8gsfflr 

D — ~f , 



(2) 

1 

imw i ] mimmm i x-akzti&u&Rw 

^#-f$* 'J 9T**4A* 

as p c R^ct 5 h c vfifc^agj&ofctoKfflv > e>ti 
[mm ) mi*o*?n'*i-wt. emote 
w«Ji3i£ii<or7'fv-. 

[I9^^5] fi#maBfl#*5T*3*i««SBH 
*>3fcWW* 1 5ffiS*HL4 l&24»A>ft&£2E 

fc, 7xy^-3bfcfe£fc*tgr&$fvcfc9. «EU 

#-^-flute»tt. w.\sx-9- i mtmi)mii9x. 

SJSit. MB?xyf-*-$jfcfe£i:^-tf>;ro-7*l;: 
T'*S. Afca}PCR8*:«UHCVjt£? 

fl##6T-*§ft*lgSE?!l£trn2 1Jg£*^l£|. 30 

[ 7 1 Mai'tf-* -sates?!* 7^*u »/ -t 

-^5 y»lHSfe#C**ll^5Xtt6Ea©:rQ- 

[fft*Jl8] 1 Xtt 2 gmoy * 7- 

ftgg 3 Xtt 4 K®CO 'J A- Xfflr 7 V- 
fc, 18*55, 6X{i7iBi8<oro-7tS-fflV\ m 

m. 

[0001] 

PCRife£«UCMIff&74/l* (*W9UHF££tY? 

r hc v j fcv^) 0>m&immfiz*tiizm\^ti& 
7*5 >f v-ai/7-o-7t:ra-f s. 

[0002] 

[«**>««] tt*J: 9. iMS?<otSfl+<3HCV<r)t& 50 



^¥1 1-103899 

2 

iUti. SKS^PCR (RT-PCR) &lz£*)'fi%btl 
T^5. :iOMfi, (1) itoffifrWRHA (HCVii 
fi^iRNAT**) (OttJiJ. (2) aiilL^RNASrffli 
at-TScDNA^. (3)lstPCRKi|,taiti, (4)2 
ndPCRtCtilg® (SS$-±tf S^tdi4@«i2l5]^ 
(nested PCR) ) , (5) TtiB-zyiU9Sfflto* 
(6) T-*«UIiH^ 6IgCi Off&fcflT 
ifc. j:<7)RT-PCRfttSouthem^$-fflA^ij-^ 
RT - P C RSouthernft-Cte^ R N A fcjgfi-f 5 £ 

[00031 

[&9l#JBfcU:?fc-f£!l!SJ HCVon^f^xft$- 

TB®TJ>*. U»LfrP6. ±IB^RT-PCRffif 
UtX'ZKW ttc. RT-PCRSoutherniSi. IS 

[0 004}ftoT. *ft«OBtt& HCVfcitJ&jg 
[0005] 

A&tfJPCRfc (Proc. Natl. Acad. Sci. 
USA, Vol. 88, pp.7276-7280, August 1991, Biochemi 
stry; 1*^6-50 00 2 1^&$8) fcffiWtHCV 
OfflMZfttclZklzX *)±MBfft£&&X'$&(OTli 

?v-7<r>Wfe^frA,£.Xr>X\t. Wfc<n&%RV/X 

\mmiz->\,\x&-fit®fLX'Z%\\ *£•?, m 
tizx o vTJUfij&tk&pcRm&m^xmizm 

St. Sv^ttSrtoTHCVSrHi^ft-rSii: 

[0006] . , gemwiejijs^ 1 

•C^StlS«»lJOd^ae!-r* 1 5<SS^V^L3 7 

ur^^^fAeiiijpcRstiSHcviie^OTSi 
s. ifc. ii»i|^)ii;5f|##3T^sn&s 

>f A&aj p c Rjfefc J: & h c vjifrfoai^cofciWcJfl 

1 5^gS^:^^L4 10S*6]g&8affiM** 



(3) ftgm 1-1 0389 9 

3 4 

x>*v-Wt&%bim£Z1lXti'). ma**—? Am48nt~168ntCffi!!j*Si<9T'**. & 

&mwx*»*-m£* otmm^miz v-a&w fvyjx-thmibmix-m&Lx 

znx\^w&X'it%im&muzti%^i><?)X't> ^^-r-bru-^ws^yv x+iwwstvz 

zvzibizmvbii&m-y&m* s. a biz. * [oo 1 oi mtvx-t-wt&m*. gu*-*- 
mit. uttmnvtv-mru v-t. m 10 n*&m#mii7x>i-*-m.&mbwi-<o7a-7 

^mw^-xmr^^-r-b. m*m<7>ya- iztt&zhx^*i$&izim%&v&c.*ii>*-miz£ 

Sfci/cPCR£fr*v\ Rmfr^omftiVTiw tn-^m-^izm^ixx^^^mx^mmm 

<<j>izMfct?>ztfrbf8.&.mfflm*<?>Hcv&& mfflzti%^i><7)x-f>h. vx-9-it%&mbix 

: WmWi&$:&®cth. it. FAM ( 6-#/M«ri'-7;M-U<y-fc-< V) 0«t 

[0007] *»Bj^7*'7-Hffl77'f'7Hi, iKyiwisv-tj >&m&mwitf&i< . ?xy* 

SofflflS^l -C*$ii5<gSS?i|o3 ^t^-f £ 1 5 +-3&£€sfBfc LXit. tamr A ( 6 -^tf*^- 

Jg£&uL3 7JS£, #*L<»il5JgS$:V>Ll9ig f h7>f^-D-/5^) OJ: d&n-^S 

»*»^j«5Jiaid5ij^ts*'j^^u^F-c-s> &m#mi<>\ ztie><m%&mt&&x'f>><). mm 

5. Ztlt><T)oh. ftlztti L\^<ObLX. 20 OUT** 4 AMJPCRffl*? bK*4*lTV^<0T' 

lfc^$ix6^9#g*^ffi2 9#a<7)iaS3!i>^6ffi f*l£ffl^6.r i#T'& 6,'. Utf-:?-&}fcfe3g&tf7 

m<r>o *>mmth 1 stgs&^L i mm. ®iz. &n xy**-m^n&£&mtmzm%.isti%w. 

siggffiyijii, Hcvy/^cosBi 3o#ac7)jf^u+ -^-Sbfts&tffciteSfu. &*s. *y 

f-H (KIT. I" 1 3 0 n t j (OX 0 CKtt) ~ 1 4 6 n H htmt&mh 0 . PUGTNobl 

t*Cffii-rStC0T*&. Srfc, HCVyyAO^SS e et al.. (1984) Nuc. Acids Res. 12:3387-3403&tAl 

UmtOdaX-h •) . Kato N. et al.. Proc. Natl. Aca yer et al.. (1990) J. Am. Chem. Soc. 112:1253-1254 

d. Sci. USA1990; 87:9524-9528 (Ciet8$ilTl>6. £W8£tlX\\&. 

[0008] *m\co v ^-xmrv a wm 30 [ 0 0 1 1 ] *wmumxit. jjbwhjk)? * 7- 

<vmym^3x-*ziiz>im%i9!<7)o *>ism-i 1 5« m7?-4 -?-t . ±12*%^ !/><-*nr*M v- 

£*^L39Hg. #2L<1±1 7Jgg&V%L2 1J§2 i:, JJEW^T-o-rt £fflv\ mm>®<t«om% 

frt>&&1gmMb<k? &*V3)(7l>*+}tX'b&. TKZHCViS&frZmWbLXm&fPCR (RT- 

Ztit>0)o*>. fttztt t l^hVb IX. iE5d#^3K PCR) £ff&V\ R{Sjflu!>>£,<03Bfe£imW;MAfc 

^$hS^9#I*^m3 1#I^lgS*»A>^ffi?iI<0 MfctZ. ZWJTil'f'U'.miitPCRm&Mt&ftX' 

3 %3tWi 1 7 SSSruL 2 1 OS. &iz. E5H#^ * 0 . *Ofcfttf)IS§&t*¥ -/ h t HT|R$*tT V^iO 

40zmtl&. 1 9*gg*>£j£5iggiE5iJ£1r$-& to T. 0%15W>mWAV* ••/ hZm^X'ttSZ 

ZWfhZttfX't*. KK. mm%-4X'7r>$il&& btfX-ZZ. 

HCVy/A<02 72-290nt(O'W7 [0012] %J&t. SmHCVcDRNA, 1M&7*? 

»y-<xth{><7>X'$>h. 40 -Kfflr^v-. >jj-<-zW7 : 74-?-Rxf±3i7a 

[0009] *^7o-/li. is*}-!?.? U** H -7MVKffllftttD N A,1f J ^ 5 — (2>^^B«fStt 

K8Bfrf*M?-*-^fe£i7xy?--r-g#fe3B SrtlT-f-|.t>0) . dATP, dGTP, dCTP, dTTP^*tfJS?K 

VUmt. &M&<r)8&\$%5X'mZtihiMg8.n<?)o tr (UNG ) ^iDxl»itK«J: 

*>m&thl 5iBS^v>U4 1SS. »iL«il9S 0. UBOPCRSitft^^SADNAi^M-fS.ri: 

**9v**Ynmzmuwbi,x. E5"j##5K mnmtix^z,. m&mbixit. hcv 

^$h.^9#a*»fem3 3#BOSS*»^SE?ilO «-**-fSg^OftSV%-m<0t<0T*oTtJ:< > M 

3^as-f s 1 9ia«^v^u2 3igs. mz. i»fjt}S5oftsr*5. hc vorn A<omsat. & 

6T*$*l*2 HSS*»4>fi£6{><i0S-^{fSit*<-C# 50 *<0RT-PCRO%^fc|^afc:ff^3i btfVZ. T 



5 

10 0 13] R&Tli. t-f . HC V^RNASrafit 
UtcDNA*<£j£$*U «^"C, <I<0cDNA£«S? 

u-7it-*mi&<o®i&D n adw *w x-r 
zibgtfmtzt. DNA*y*7--fcV>x*y.sr7u 

a^m+^HCV<7)RNA*T?ttU^v^t: 
ML DNA^tgiffi^S^^^cOT, ro-riiDNAC 
'vf^y^XlW. t£-?TDNA;Ky*7~t'KJ:-p 

flt&ftftliiihlLftVt. ttoT, 

[0014] *»»*>atfrett, SbtSfifc* y 7**4 

^ ^;Hatmais* { s{cta*rt6. «->t. mi 

KZZktzi:*). &miffl*>(r)llCVRNA<7)%m.M%. 

zmizttfx-zb. xozmMt. mm. hc 

V R N A &*t%\,\*#T <7?>V K3-Mzmh& 

vi nv (M-ttf3~i s-fi nv) (r>msm.<nw<m 
zmi&vitiwtm^&ztizi:'). mtzma* 

mVHCVRNAt:%g.MJi?thZbtfXZh. ttc 



( 4 ) 8§8¥ 1 1-1 0 3 8 9 9 

6 

tti<X'Z&. fiEoT. *5Wlw»i6fcJ:<itf. «S*<DR 
T-PCROJ:^ PCRt&C^tikllSrfr&oTitl 

[0015] 

10 [SUM] «T, *5Mft«W«=**S <t OHftWK 

iiiwi . t> -5 1 1 . *&wiTi£m&mizmfe2tiz> 
[ooieisaan 

(1) -Tv1~?-OY&& 

m\m2\zir^tih 1 78gA>4>£i>JagIl?iJ$:3rt 
617me rft>*!J:fDNAfrfl&ftJftU 7*7-F 
flir^T-fcLfc. ifc, BJWH-4C*3ft*i9 

83«»6ft*ttsSH£3rt-6 1 9 me rco^-y^DN 

AM#**L. yA-*(ffl7-5>f7-fcLfc. 
20 [ 0 0 1 7 3 (2) TD-7'OiaSil 

EM#* 6 fcwSft.* 2 1 l§a*»A>*S«aaS5»JSr^- 
£2 lme rcO*y^DNAS:fl:^(£Uc. u^'J 
:fDNAtf>5' 5t3gfcFAM?£\ 3' JfcSSlZTAMRA 

*mmwmimzs.')*&\s. 7*0-7* u:. 

[0018] (3) £l£RNAO!P!S 
HCVSfi^<05' mmi&StsTyXS. FT*4pCII 
5(J. Virol. Vol. 66, p. 1476-1483, 1992) SrHSf: L 
tT7#U^9— tftC J: *3 1762SS<'>RNA££jft 

U 5.04 x 19ft>65.04 x 10°3t-/,u 1 i?l 0ft 

30 ttmpumifz. 

[0019] (4) Kmmvwm 

±Mry1^~. 7n-7&Werkin Elmer TaqMan EZ 
RT-PCR Core Kit (ffiSA, Perkin ElmerttK) £J8<A 

X. Rj£^a-7'l*fc/c t ). Tle^l^tRlSiSSr 

PSStfc. 
[0020] 
[*13 



(5) 1-1 03899 



7 




8 




9ft (a 1 ) 


*as 


DEPC* 


17.93 




SX TaqMan BZ Buffer A 


10 


U 


10 bM dATP 


1 


200 uM 


10 EM <JGTP 


1 


200 uM 


10 dH dCTF 


1 


200 MM 


20 cjM dDTP 


L25 


500 uM 


15 uM7*7— FflH:/9'fT- 


0.66 


200 nH 


15 uMU/t-Xffll^'f'T- 


0.66 


200 DM 




5 


300 nM 


rTtn UNA #V*y-H(Z.S U/ 1) 


3 


7.5 0 


AmpBraseGSffl^) DNG (lU/ml) 


0.5 


0.5 0 


25 ott Mn(OAc), 


6 


3 toil 



[00 2 1 ] (5) AftHJPCR *PRISM 7700 Sequence Detection System (ffift*. Perk 

Perkin Elmer MicroAmp Optical Tube (jgfafc, Perkin in Elmerttff) (C-fe y f U mTO^frTKffiSrfr&o 

ElmerttSJ) 1*&*:»K ±SBE?Si4 8/t 1 An*. PCRO#lM ^A^t&ftSftKSrifflSL-T-:?* 

■e-;C±ieK«IIlll>»**RNAS}S2AlSr»Lfe. 20 JRmLfc. 
Jftv 7* (Perkin Elmer Optical Cap) £Utf&. ABI * 

fiADNAOUNG£J:S#8fRf5 50X;. 2ftffi 

m&fiM 6 ox:. 

PCR 9 5X\ 20tyffl 

6 2X:. 1^0 

C(7)PCR1M?/Hi5 30*89311^. « [0023] gffi&2 

[0022] (6) (1) mncvRNA<nmm 

y-j 9 )vm:mmz . a3i3$K<oM:£*gw;: t -» t r c m&&m<?>m.m& 2 0 0 u 1 tc. sepaGene rv-r m 

n y h LfcHSlfcHlfc**-. 01+, 4W*)ifi»fc 30 3£*ESttSS«Kftaiffla3i) liSE (SGSTSHt 

tt. i»W0>HCV©RNA«>:it;-» (KBMJJg*) S) 30 0ju K 2» (tfffiS) 3 0 0*t 1 £itl*.J»f 

J:3<c2/ilfflv>fctf>-C\ ±IS8K(3t-/jul)<0 U 3» (ttSUJW) 600ju 1 itatl 0#m*m- 

2ft) <DfiiSSWr£*?\ 01 «k*K Wl-WlWWttt 2 0XTC1 0»S»SLfc. 12000 x g Tl SftfiGE* 

%&iz%MiM.t>ti%^tf. 9iWL*mht mm. 12000 x g t'2 oim&bUc. 1 

^8fl&*Bfc^ir*£ -f-LT. vlc^ m l<07 5%X^y-;l,-C2igft^L, 2 0ju KODTT 

m&<o%m:®wm & <m 9)vmmmm*n . wiase asaunD e p c *!ui*Ti8B? l . sn^a ? 

HCVcoRNAatr-a^^VMitM^v^t^i?** -80xrc«#Lfc. 

6. 2*:. JtE'JTil^-f APCRtCfcWC. HCV<0 [ 0 0 2 4 ] 1 tWi Ty<<~?-&m 

RNA£^tZ^tm£^X'ij%^t:*tf7-<7ay 40 \\ mm 1 kmtm&<?>Wffiit:imitz. Perkin E 

bo-;U7)3— 1 5lM ?>t'tCii»t6a#5&J£'9gi&I lmer MicroAmp Optical tube 1 9 . >I?>££?8£ 

3£<01 OfSSrE&Hi: U .IflWBSlHifclM 45.5m 1 flu*. -ei^±ISffltg!lflljff**RN AS3E4.5 

>v&) tut*)*:. RNAav-&<7>n;mtmmmz. /uwzwtmzLtz. -ts. ^jjw^wrt-pc 

±Mifflmzmit:w?/mztmizbr>xTayhi, r% iftmm. r$mttm} iw, voi.25. no.6, 51 

*:0£02Kijrf. 02fc*rfJ: ofc. RNA3t-fi 3-519) 9. |sj t&fcMfltCOV >T H C VRNAW3 

*skg&*<j>9 («Kffiao.99o). ±a-t a vn&zwz. izm. tea. 03+. u, ib. 2a. 2b. ib 

-f&Cfc£i98tfc!Sfl+<OHCV<ORNA£^ffl£ + 2 a»i. #«M*+OHC V^i/i^-fy^l,. n 



(6) ^^1 1-103899 

9 1 0 

[00 25] 03fc*?*UJ:^ *»H*W!r»lCjt * (0027J 

[ 0 0 2 6 ] E?fltf>gS : 3 7 

[*n*>*Mi] o , hc v&mmx- e« ejijom : ate 
mi 

cccccccrcc OGGGAGAGCC ATAGTGGTCT GCGGAAC 37 
[00283 &U**: 2 'KBMafi:ffltt 
: 17 5810 

CGGGAGAGCC ATAGTGG 17 

[0029] mm^ ■. 3 *mnom tm 

«5&S : 3 9 * 



CCTATCAGGC AGTACCACAA GGCCTTTCGC GACCCAACA 39 

[0030] mm ■. 4 ttmmw. ■. met 

E?|J<0&$ : 1 9 & 

m 

AGTACCACAA GGCCTTTCG 19 
[0031] : 5 ♦BMOK : fflk 

BHOJtS : 4 1 ♦ 
EH 

CCATAGTGGT CTGCGGAACC GGTGAGTACA CCGGAATTGC C 41 
[00 3 2] E?JS^: 6 * BflOS : tm 

SlflCOZZ : 2 1 * 



CTGCGGAACC GGTGAGTACA C 21 

imm<o®M.%myi] *v<9RNA£8!i£U:*&-£fcfc»ts, abB&s&oajfb** 

<ORNA«rfflJgU:«£«>, PCROlM^/l^tiSblC IH3] *»«W*J6at«aW)«A«RT-PCRJfe 

5&K<03Efl:OW^ Sr^-fET A l>. »;: J: 9 80S Lfc H C V tf>R N AO n t-SOffilSWSte 
[02] #StSfcttS«fc-?^THCV<0RNAO3t- 



(7) 



1-103899 



mi] 




[02] 



€ 50.00- 
tt 

<r 

jj, 2000- 

B 

1O00- 



40.00- 



3O00- 



i — I — i — | — I — i — i — i — r 

aO 1.0 2.0 3.0 4.0 5.0 6.0 7.0 8.0 9.0 



(8) 



ftiWl 1-103899 



Zwaatii! ■MnaiMi! MS a • • ■ ■ i ii iii^B • ■ it itij mm M~i H't'i 

■ aiitnt MMiinii aaaiiiiii aaBiiiii.aaaiiHi; 'ar;-wiii 
llllliEMBIIIIi!IIIIIIl!l:|lllll!l : HIIIIIIII^IIIIII| 

■ ■ ■ i iiii imm m S!S ii'i'SSSSi! ni: wmS ■ • t!i m£« mmtW'n 

iaiiii(ii*aiiiiiiiaaaiiiiii : aaamii- aa^utiii avaium 

iiiiiiiiiBiiiiiiiniiiiiiMiiitni^iiiiiiwiiHiil 



■ ■■IIIIIhHBIIIIII BaaillHliaB*^lllJ : I 

IIIIIIIMIIIIIIIBIIIIIIII^illllll-J 



•■mm ■aiuim I 

■until ■mini 



■ ■•iiim ■■■•in aar,-,iiii:iaaaaiiii;iaBaii(m!BaaRitiiiil 

nun iiiiiiii ^ui naiiin «i!iin ■inn I 



■ ■■inn .Bi^iiiiii 

IIIIIIII ^Ulll'l Hill 



]!(:!■■■ ■■Mil! WHiiniilSaiiinii 

lU.igHlll jiJilHKIf IMt jjBIBBi;in: 



■■■inn laaaiinn BaaiiiiniBaaiiiiiiiaaaiiiHi aaamiiii 
I||M.||IIHIIIII;1b1IIIIII:Ib1IIIIIIIIb1IIIIIII ■iiiiiiii 



■ ■■IIIIMBiBlllltl BBBIIIIIilBaaailMIII 

imiir ibiiiii [■iihii : ■iiiiirj 



■ iiiiii bbbiiiiiuI 



f 105 

* 

10* 
10* 



10t iol 101 ids up 10 r 
HfcBRT-PCR <3tr-*/S0*l) 



▲ 1* rt-1 

■ 1b rt-a 

+ 2a ft-14 

f> 2b n-e 

▼ lb*2« r»1 



(72mm m 



